Cell cycle analysis
For cell cycle analysis following vandetanib treatment, cells were harvested after incubating in the presence of vehicle (dimethyl sulfoxide) or vandetanib (0.5 μM) for 24 h. Cells were centrifuged to obtain a pellet and resuspended in 500 μL PBS with 1% bovine serum albumin. Cell pellets were washed with 4°C phosphatebuffered saline (PBS) and fixed with ice-cold 95% ethanol containing 0.05% Triton X-100 at 4°C. Then, 1 mL PBS containing 50 μg/mL propidium iodide (P4170; SigmaAldrich, St. Louis, MO, USA) and 0.5 g/mL RNaseA was added to the cell pellets and incubated for ~30 min at 37°C in the dark. Fluorescence was determined immediately and analyzed with a flow cytometry analyzer (BD Biosciences, East Rutherford, NJ, USA). This assay was performed in triplicate.
